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Tiandiyang Biotechnology Co. Ltd, Nanning, Guangxi 530004, China. E These authors contributed equally to this work. R551-1(GSP1): GCAACCTTGGGCTTAG R551-2(GSP2): GGCTTAACCGCTTTCGCTGC R551-3(GSP3): GGCTCTTCGCCACTTTCTTG protocol： 1.1 Total RNA extraction 1.2 Use SUPERSCRIPT II RT and primer GSP-1for the first cDNA. Use RNase Mix to degrade RNA which mix in cDNA. The final volume of step 1 and 2 is 24 μL.
1.2.3
Mix gently, and collect the reaction by brief centrifugation. Incubate for 1 min at 42°C.
1.2.4 Add 1 μL of SUPERSCRIPTII RT. Mix gently and incubate for 50 min at 42°C.
1.2.5 Incubate at 70°C for 15 min to terminate the reaction.
1.2.6 Centrifuge 10 to 20 s and place the reaction at 37°C.
1.2.7 Add 1 μL of RNase mix, mix gently but thoroughly, and incubate for 30 min at 37°C.
1.2.8 Collect the reaction by brief centrifugation and place on ice.
1.3 Use DNA Purification System: GLASSMAX DNA isolation spin cartridges for cDNA purification.
1.3.1 Equilibrate the binding solution to room temperature.
1.3.2 For each sample to be purified, equilibrate ~100 μL of sterilized, distilled water at 65°C for use in step 9.
1.3.3 Add 120 μL of binding solution (6 M NaI) to the first strand reaction.
1.3.4 Transfer the cDNA/NaI solution to a GLASSMAX spin cartridge. Centrifuge at 13,000 x g for 20 s.
1.3.5 Remove the cartridge insert from the tube and transfer the flowthrough to a microcentrifuge tube.
Save the solution until recovery of the cDNA is confirmed. Place the cartridge insert back into the tube.
1.3.6 Add 0.4 mL of COLD (4°C) 1X wash buffer to the spin cartridge. Centrifuge at 13,000 x g for 20 s.
Discard the flowthrough. Repeat this wash step three additional times.
1.3.7 Wash the cartridge two times with 400 μL of COLD (4°C) 70% ethanol as described in step 6.
1.3.8 After removing the final 70% ethanol wash from the tube, centrifuge at 13,000 x g for 1 min.
1.3.9 Transfer the spin cartridge insert into a fresh sample recovery tube. Add 50 μL of sterilized, distilled, water (preheated to 65°C) to the spin cartridge. Centrifuge at 13,000 x g for 20 s to elute the cDNA. 1.5 Use primer GSP-2 for PCR 1.5.1 Equilibrate the thermal cycler block to 94°C. In most cases, the "good start" procedure gives specific amplification products. For some target and primer sets, "hot start" has been reported to improve the specificity of the reaction (44, 45). Final extension: 72°C, 5-7 min
